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We established a laboratory protocol for sequencing mitochondrial genomes
from individual Collembola specimens via whole-genome shotgun (WGS) sequencing. Contigs derived from

WGS data provide sequencing depth information, reflecting their abundance in the total DNA.
Consequently, it becomes possible to distinguish mitochondrial sequences from pseudogenes present in

the nuclear genome.

We analyzed 5 newly sequenced mitogenomes in combination with 31 previously published mitogenomes.
This analysis led to the identification of two conserved regions within the 16S ribosomal RNA gene.
These regions matched the previously published metabarcoding primers described by Saitoh et al.
(2016, Genome). Upon aligning the sequences, we observed primer sequence mismatches in certain taxa.

These mismatches may explain the previously observed low PCR amplification of these taxa. To

improve the metabarcoding method, we suggest utilizing degenerate PCR primers designed based on the
consensus sequences.
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ST_C S87  Lobella sp. C 40GB 12M 285bp  0.22% 386x 16,041 bp
ST_okil_S86 Tomocerus sp. 78A ( ) 16GB 4M 387bp 0.12% 104x 14,847 bp
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